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Hao Zhang et al 2, 8, 2020 3 Animal Experiment. Once an individual tumor reached an average volume of 92 1 mm 3 , the mice were randomized into five groups (n = 10). All groups were treated 2 subcutaneously with 5 μg of the GHRH-R antagonist MIA-602 or with vehicle 3 solution daily for 4 weeks. Tumor volumes were measured every week, and tumor 4 mass was calculated by the following formula: volume = 0.5236 × length × width 2 .
5
Mice were killed after 4 weeks of treatment, and tumors were excised for paraffin 6 block preservation. medium in E-plates per well. The plates were locked into the device and incubated 20 in at 37 ℃ in a humidified atmosphere with 5% CO2. Cell viabilities were recorded 21 every 15 min.
23
Colony-Formation Assays. Colony-formation assays were performed as 24 described previously (5). Briefly, KYSE150 or KYSE140 cells were seeded into 25 six-well plates in triplicate at a con-centration of 500 cells per well. After 24 h 26 incubation, the cells were washed with PBS, and then RPMI 1640
27
(Gibco/Invitrogen) supplemented with either 2% FBS (Gibco/Invitrogen) with 28 MIA-602 or vehicle solution was added. The medium was changed every 3 d.
29
Cells were treated for a total of 9 d. The cell colonies then were fixed by methanol were then incubated with the HRP-conjugated secondary antibodies at room 28 temperature for 1.5 h, followed by incubation with 3, 3'-diaminobenzidine (DAB) before being subjected to immunofluorescence analysis as described previously 9 (4) and then were incubated with specific primary antibody against NF-κB p65 10 (#8242; Cell Signaling Technology) overnight at 4°C, followed by Alexa Fluor 594 11 (red)-conjugated donkey anti-rabbit secondary antibody for 1 h in darkness.
12
Nuclei were stained with DAPI. Images were captured using Zeiss Imager A2a 13 fluorescence microscope. Then an equal amount of cDNA was amplified using an SYBR Green PCR 20 amplification kit (Invitrogen) with the Applied Biosystems 7500 Real Time PCR 21 system (Applied Biosystems, Foster City, CA, USA) as described previously. The
22
results were normalized to β-actin as an internal control. All reactions were run in 23 triplicate. The cDNA was subjected to PCR with the following primers: Luciferase Assays. Luciferase assays were performed as described previously 14 (1). In brief, cells were grown to 80% confluence in a 12-well plate and were then Renilla luciferase activities were assayed using a dual-luciferase assay system 20 (Promega). All experiments were performed in triplicate.
Immunoblotting. Immunoblotting was performed as described previously (5, 6).
23
Briefly, the cells were lysed in RIPA buffer, and then equivalent amounts of the 24 protein extracts were resolved using 10% SDS/PAGE and then transferred to a 25 PVDF membrane. The membranes were blocked in 5% skim milk in TBS with SuperSignal West Pico Chemiluminescent Substrate (Thermo Scientific) and 6 were exposed to X-ray film (Eastman Kodak). performed to examine the association between gene sets and gene expression (7). Comparisons between two groups were performed with a Student's t test, or 21 paired t test, and comparisons among more than two groups were performed with 22 one-way ANOVA with post hoc intergroup comparisons. All bar graphs show the 23 mean ± SEM of at least three independent experiments. A P value of less than 24 0.05 was considered statistically significant. 
